The phlebotomine sand flies (Diptera:Psychodidae) Lutzomyia (Nyssomyia) intermedia Lutz & Neiva 1912 and Lutzomyia (Nyssomyia) whitmani Antunes & Coutinho 1932 are two very closely related species and important vectors of American cutaneous leishmaniasis. Two singlelocus studies have revealed evidence for introgression between the two species in both mitochondrial and nuclear genomes. These findings have prompted the development of a multilocus approach to investigate in more detail the genetic exchanges between the two species.
Background
Gene flow between closely related species has been reported in an increasing number of studies as a rule and not as an exception and it is currently well accepted that sibling species can retain a low level of gene flow between them [1] . In this case, divergence between closely related species is determined by competition between gene flow and genetic drift, where the first tends to decrease divergence, and the latter to increase it [2] . A number of studies have provided evidence that introgression can occur more easily in certain regions of the genome. This is determined mainly by natural selection, which is expected to restrain gene flow at regions associated with species-specific adaptations [3] .
In insect disease vectors, gene flow between species may have important epidemiological consequences, as it might allow changes in the disease patterns. Fonseca et al. [4] have shown that hybrids between two different forms in the Culex pipiens complex, probably introduced in the United States at two different moments, may act as a bridge vector between birds and humans of the West Nile virus, contributing to the current epidemics. In another example, Besansky et al. [5] have proposed that the acquisition of chromosome inversions by Anopheles gambiae from the more arid-adapted Anopheles arabiensis may have contributed to the spread and ecological dominance of this malaria vector.
Evidence of introgression has also been reported in sand flies [6, 7] , including Lutzomyia intermedia and Lutzomyia whitmani two important vectors of cutaneous leishmaniasis in Brazil [8] . Recently, we obtained further evidence for gene flow between these two closely related species using the period (per) gene [9] , a locus controlling circadian and lovesong rhythms in Drosophila, that might have a role in the reproductive isolation between sibling species [reviewed in [10] ]. These first pieces of evidence for introgression lead us to inquire about the level and extent of gene flow between L. intermedia and L. whitmani.
In this study, we performed a multilocus analysis using ten different nuclear loci in a sample of L. intermedia and L. whitmani from the locality of Afonso Claudio (Southeast Brazil) in order to estimate the level of gene flow between these two vector species in each individual locus and across the genome. The possibility that introgression between these two leishmaniasis vectors is extensive and recurrent, could have important epidemiological consequences. For example, genes controlling aspects of vectorial capacity such as adaptation to man made habitats (domestic and peridomestic areas), competence to transmit different Leishmania strains and host preference could be passing from one species to another [8] . Analysis of multiple markers might determine if introgression between the two species is affecting many loci and whether gene flow in genes known to control aspects of the reproductive isolation in other species, such as period, is relatively reduced compared to other loci.
Results

Molecular markers
The choice of molecular markers includes genes with different functions and genome locations as described in the Methods. The ten loci used in this study are the homologues of the following Drosophila genes: Ca1D (or Ca-α1D; Ca 2+ -channel protein α 1 subunit D), cac (cacophony), Rp49 (or RpL32; Ribosomal protein L32), RpL17A (or RpL23; Ribosomal protein L23), RpL36 (Ribosomal protein L36), RpS19a (Ribosomal protein S19a), TfIIA-L (Transcription factor IIA L), up (upheld) and ζCOP (or zetacop) [11] . In addition, we also obtained new sequences of per from the same samples. Sequences have been submitted to Genbank (accession numbers EU082834-EU083311).
Polymorphism, Recombination and Divergence Analyses
Initially all sequences were checked for recombination, a necessary step for the IM analysis (see below). The four-gamete test [12] was carried out for each locus in order to identify fragments with no evidence for internal recombination events. The larger non-recombining (NR) block including at least part of an intron was finally chosen for each locus to be used in subsequent population analyses (see Methods). Table 1 shows the minimum number of recombination events for each gene and summarizes polymorphism information for both the NR block and the whole fragment at each locus. It is noticeable that some of the loci have a large difference in length and in the number of segregating sites between the whole fragment and the NR block, but this is often due to the high number of recombination events identified in some loci. However, in general, this difference does not affect the level of per nucleotide polymorphism, except for an increase of π and θ in the per and cac NR blocks, which is probably due to differences in evolutionary rates between different parts of these gene fragments.
Divergence between L. intermedia and L. whitmani, estimated from F st values, is relatively high ( Table 2) , ranging from 0.17 to 0.64, except for zetacop, which shows limited divergence between the two species (F st = 0.0542 for the NR block, non significant). However, only three out of the ten loci present fixed differences (Rp49, RpL36 and RpS19a), whereas polymorphisms are shared in most genes, particularly in per (14 shared polymorphisms for the whole fragment). Some of the loci present differences in the degree of genetic divergence estimated from the analysis of the whole fragment and the NR block, respectively. The RpL17A NR block presents far less divergence between species compared to the whole fragment (F st = 0.1749 and 0.4135, respectively), while the opposite is observed in RpL36 (F st = 0.6026 and 0.3609 for the NR block and the whole fragment, respectively).
IM Analysis
An analysis of population divergence under the "Isolation with Migration" model has been performed using the IM software [2] . The IM analysis requires sequence data from individual loci that show variation within or between two populations, under the assumption that recombination is negligible. For this reason, only the NR blocks containing at least part of an intron have been used for the analyses and some putatively recombinant sequences were excluded (see Methods). In order to avoid mistaking the effects of selection for those of drift or migration, we carried out preliminary tests of selective neutrality. These included Tajima's D [13] , Fu and Li's D* and F* [14] , Ramos-Onsins and Rozas' R 2 [15] , and Fu's F S [16] . The statistic tests have been calculated using the DnaSP software [17] (for Tajima's D estimates see Table 1 ; for the other tests see additional file 1). The simulation analyses of the HKA software [18] were used for performing the HKA multilocus test of neutral molecular evolution [19] . In only one case (NR block of zetacop in L. whitmani for the F S test) a significant deviation from neutrality has been detected after Bonferroni's correction (see additional file 1). Based on their chromosome positions in Drosophila [11] , all ten loci studied are expected to be unlinked, although we do not know their location in the Lutzomyia genome. Migration parameters have been estimated for each locus as well as for all loci together for each population in different IM runs. Our aim was to detect the occurrence of gene flow using the multilocus data, and determine whether the evidence for introgression is exclusive to some loci. All marginal densities suggest stationary distributions, with one exception (see below).
The marginal posterior probability densities for each of the six demographic parameters estimated using IM are shown in Figure 1 . The results obtained suggest gene flow from L. intermedia to L. whitmani (Figure 1 , top right graph). Table 3 summarizes the features from the mar-ginal histograms for each of the parameters. The migration rate estimate with the highest smoothed value of likelihood is m 1 = 0.095 (average of 3 independent runs) and the 95% confidence intervals exclude the value zero for gene flow (Table 3 ). On the other hand, no evidence of migration has been found in the other direction, from L. whitmani to L. intermedia (m 2 = 0.002, that is m 2~0 as 0.002 is the lowest value that can possibly be estimated by the program under the conditions used).
Simulations were also carried out to estimate the migration rates of each locus separately. Figure 2 shows the marginal posterior probability densities for each locus (Figure 2 and Table 4 ), showing no evidence of introgression between these two species at the other loci. Although the distribution for the RpL17A locus does not reach the zero value on its right tail, this gene shows the highest estimate for the migration parameter in the direction of L. whitmani.
Estimates of demographic parameters
Maximum likelihood estimates for θ suggest that the L.
whitmani effective population size is almost twice as large as in L. intermedia (Figure 1 ) while the ancestral population is estimated to be smaller than the current ones, indicating a possible expansion for both species.
Divergence time as well as the other parameters estimated with IM cannot be directly converted to numbers in years or generations, since the mutation rates in these two species or in other sand flies are unknown. However, using D. melanogaster synonymous and nonsynonymous substitution rates for nuclear genes, 1.56 × 10 -8 and 1.91 × 10 -9 per site per year [20] , respectively, seems to be a reasonable first step for estimating the divergence time between Lutzomyia species. Thus, our educated guess for the divergence time between L. intermedia and L. whitmani would be of approximately 800 thousand years.
Genealogy Analysis
Gene trees for both entire sequence and NR block were estimated using Neighbor-Joining (NJ) and Parsimony methods, available in MEGA 3.1 [21] , with similar results (data not shown). Only in the RpL36 gene tree the sequences of the two species occurred in two separate clusters (see below) while for 3 genes only one species formed a cluster (RpS19a, TfIIa-L and Rp49) and 5 genes did not present the sequences from any of the species in a single cluster (Ca1D, cac, per, up and zetacop) (data not shown). Figure 3 presents the NJ trees from the NR blocks of the three loci that presented a nonzero migration estimate in the IM simulations: cac, RpL17A and zetacop. These trees are compared to the NJ tree of the RpL36 NR block (bottom right). While the former trees present non-structured topologies with a few identical haplotypes between the two species, the RpL36 NR block tree clearly groups both species in different clusters with a high bootstrap value (86%). Very similar results were obtained when haplotype networks were estimated using BioNumerics v. 5.0 (Applied Maths). Figure 4 shows Minimum Spanning Trees of RpL36, cac, RpL17A and zetacop NR blocks. Again only RpL36 presents a clear separation between the haplotypes of the two species.
Discussion
Populations seldom evolve according to a simple and easy-to-identify mechanism. Under the model of Isolation with Migration, information on both divergence time and gene flow rates can be extracted from the data; thus, this model is more flexible and realistic than most alternative models of subdivided populations, which assume either absence of gene flow or an infinite divergence time [2, 22] . Therefore, the IM model is particularly suitable for the study of recently-separated populations that may still be connected by some genetic exchanges, as we believe to be the case for the closely related species L. intermedia and L. whitmani, which despite presenting some identical haplotypes and no fixed differences in the per gene and in a mitochondrial marker [8, 9] are nevertheless distinguishable by morphological differences [23] . Indeed, the simulations presented here between these two vectors showed good convergence and consistency among independent runs. In addition, the estimated population size difference Genealogies of NR blocks of four selected loci. Genealogies from the NR blocks of the three loci with evidence of gene flow (cac, RpL17A and zetacop) and one locus (RpL36) presenting fixed differences between L. intermedia (blue circles) and L. whitmani (red squares). The trees were estimated using the neighbor-joining method, Kimura-2-parameters distance and 1000 bootstrap replicates. The trees were rooted using the middle-point between the two most distant sequences. between the species seems intuitively reasonable, since the distribution of L. whitmani is wider than L. intermedia. L. whitmani is distributed throughout most of Brazil occurring also in neighboring countries. L. intermedia occurs in the Northeastern and part of the Southeastern regions of Brazil [23] [24] [25] .
Although genealogies can be difficult to interpret in case of recombination, phylogenetic analyses do not have to assume any historical demographical model [26] , and therefore it is useful to observe the gene trees and compare them with our summary-statistics analyses. Figures 3 and  4 illustrate the difference between the topologies of loci presenting either evidence for gene flow or high differentiation between species.
Three loci present fixed differences between L. intermedia and L. whitmani and no evidence of gene flow and can therefore be suggested as molecular markers to differentiate the two species: Rp49, RpS19a and RpL36. The latter also presents insertions/deletions which have not been considered in Table 2 . These three genes codify ribosomal protein subunits and it is intriguing that only such genes present fixed differences. As far as we know there is no reason one should expect these highly conserved ribosomal proteins to be less prone to introgression or to be under directional selection that would increase the likelihood of fixed differences between the two siblings. One interesting, but perhaps unlikely, possibility is that codon bias, as observed in Drosophila ribosomal protein genes [27] , might somehow be responsible for the observed fixed differences.
The cac and per genes determine aspects of the lovesong patterns in Drosophila (reviewed in [28] ), and therefore they are potentially good candidates for speciation loci in insects producing acoustic signals. So far, there is no behavioral study providing evidence that lovesongs play a role in the reproductive isolation between L. intermedia and L. whitmani as might be the case for the Lutzomyia longipalpis s.l. siblings [29, 30] . Our data suggest the occurrence of introgression in cac and, although no evidence for gene flow in per was obtained in the present study, a previous analysis using this gene as a molecular marker also suggests introgression between L. intermedia and L. whitmani in at least one of the populations analyzed [9] . This evidence of gene flow in cac and per might indicate that these two loci do not have an important role, if any, in the reproductive isolation of L. intermedia and L. whitmani.
The RpL17A gene presented great differences between the genealogies and haploytpe networks obtained with the whole fragment and the NR blocks. While the latter show topologies with no grouping pattern for L. intermedia or L. whitmani and some identical haplotypes in both species ( Figs. 3 and 4) , the NJ tree and haplotype network from the whole fragment divide the species in two distinct groups (additional files 2 and 3). The same difference can be noticed for the F st values, 0.4135 and 0.1749 for the whole fragment and NR block, respectively ( Table 2 ). The IM simulations using the NR blocks indicated migration in the direction of L. whitmani at this gene. The observation that non-recombining blocks present low-divergence between species in opposition to the whole gene, suggests the occurrence of migration followed by recombination, where new haplotypes are created by recombining different alleles inside a population instead of by the occurrence of new mutations. It also reinforces the idea that different regions of a gene might have different evolutionary histories [3] .
The zetacop gene has also presented interesting results. The fragment analyzed here revealed a large level of gene flow between the two species, with low (whole fragment) or non significant values (NR block) of F st (Table 2) The epidemiological consequences of gene flow involving disease vectors are still not well known [31] , however some studies do suggest important phenotypical changes in insect vectors due to introgression (see Background).
The results obtained here are especially important because L. intermedia and L. whitmani are considered two main vectors of the cutaneous leishmaniasis, a disease for which the distribution has been expanding throughout Brazil, as silvatic areas have been constantly modified by urbanization [32] [33] [34] . The two species show some behavioral and ecological differences. L. intermedia is usually more common in the peridomestic area and more frequent in the summer months while L. whitmani is found mainly in the surrounding forest and is more abundant in the winter [33] . Interestingly it has been reported that only L. whitmani populations sympatric with L. intermedia are involved in cutaneous leishmaniasis transmission in the peridomestic environment [8] . The fact that we find evidence for introgression from L. intermedia towards L. whitmani is consistent with that although the loci we studied are probably not directly related to aspects of vectorial capacity. Further and more specific analyses focusing on the correlation between genetic, behavioral and habitat characteristics of these two sand fly species will be necessary to elucidate the possible consequences of gene flow for the disease epidemiology.
Conclusion
In conclusion, we have found evidence of introgression from L. intermedia towards L. whitmani in three out of ten analyzed loci. In addition, a different study using the per gene to analyze the geographical variation among populations of the two species has also indicated introgression in this locus. These findings suggest the occurrence of gene flow in roughly one third of the genome of these two vectors of cutaneous leishmaniasis in Southeastern Brazil raising the question whether this might be related to the observed changes in the epidemiological patterns of this disease.
Methods
Choice of molecular markers
Four loci selected for this analysis (Ca1D, cac, Rp49 and per) had been previously isolated from Lutzomyia species in our lab [35] [36] [37] [38] . To select additional molecular markers to use in our study, a screen of cDNA sequences of L. longipalpis available in our lab was carried out. Genes with high similarity at the protein level compared to Anopheles gambiae and/or Drosophila melanogaster, and which present at least one intron in the region of aligned fragments, have been preferentially selected under the assumption that they have a well known function and potentially present an intron in Lutzomyia. Out of the 280 cDNA sequences initially checked, 26 were selected for primer design for PCR amplification. After amplification tests using genomic DNA of L. intermedia and L. whitmani, we ended up with 6 loci (RpL17A, RpL36, RpS19a, TfIIA-L, up, zetacop). Primers sequences of all ten loci used in our multilocus analysis are presented in Table 5 . 
Sand fly samples and DNA methods
Sequence analyses
Sequences were edited using Wisconsin Package Version 9.1, Genetics Computer Group (GCG) and aligned using ClustalX [40] . Sites within indels or ambiguous alignment were removed before the analyses (see Table 5 ). Polymerase error rate was estimated as 1.56 × 10 -3 per nt. Based on this error rate, putative PCR induced singletons were randomly selected and corrected. Analyses of population polymorphisms and differentiation between populations were carried out using DNAsp4.1 [17] and ProSeq [41] softwares. The former program was also used for the recombination analysis. Table 5 shows the position of the non-recombining (NR) blocks used in this study as well as the sequences removed before the analyses carried out using these fragments. Neutrality tests were carried out using the HKA software [18] and DNAsp4.1.
Markov Chain Monte Carlo (MCMC) simulations of the isolation with migration model were carried out using the IM program [2] . IM estimates the marginal posterior probability for 6 demographic parameters from multilocus data, using an implementation of the MCMC (Monte Carlo Markov Chain) algorithm: time of divergence between the species (t), effective population sizes for each species (θ 1 and θ 2 ) and the ancestral population (θ A ), and migration rates in both directions (m 1 and m 2 ). The Infinite Sites model [42] has been chosen as the mutation model since these are closely related species and all genes are nuclear. Upper limits were set to prior values for each of the demographic parameters based on preliminary runs. All values in the range were considered to present equal probabilities. Runs have been repeated at least three times using different seed numbers and a large number of updates (~20 million) in order to guarantee convergence.
In addition to the simulations presented in the Results and Discussion section, tests using twice and half of the estimated number of singletons have been performed for IM analysis, in order to examine the effect of changes caused by differences in the number of corrected single-tons. The results indicate small quantitative and no qualitative differences in the parameter estimates. The migration estimates did not change for m2 and show small differences for m1, around 0.018 in either direction.
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